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Fig. S-1
Influence of the extraction solvent and the tissue to solvent ratio on metabolite concentrations in different mouse tissues. Page S-2
Fig. S-2
Comparison of matrix effects of murine tissue extracts to matrix effects of human plasma.
Page S-7 This figure presents the detailed data for Fig. 2 in the manuscript. Log2 fold changes were calculated for each tissue type and each metabolite class in relation to the concentrations obtained for MeOH in the respective lower tissue to solvent ratio. The fold change of the lower tissue to solvent ratio using MeOH compared to itself (fold change 0) for every tissue and metabolite class is not presented in the figure (which is in contrast to Fig. 2 in the manuscript). The figure presents the median, the 25% quartile, and the 75% quartile values for 5-6 replicates per tissue for all metabolite classes, namely for acylcarnitines (a), acyl/acyl phosphatidylcholines (PCaa, b), acyl/alkyl phosphatidylcholines (PCae, c), lysophosphatidylcholines (lysoPC, d), sphingomyelins (SM, e), amino acids (f), biogenic amines (g), and the sum of hexoses (h). Missing boxes indicate that the evaluation was not possible due to metabolite concentrations below the LOD. Abbreviations for extraction solvents are as follows: MeOH, 100% methanol; PB, 10 mM phosphate buffer pH 7.5; EtOH/PB, 85/15 (v/v) mixture of ethanol and 10 mM phosphate buffer pH 7.5. Tissue to solvent ratios are denoted as 1:X, indicating 1 mg of tissue was homogenized with X µL solvent. Metabolomics
To determine whether the matrix effects of murine tissue extracts are comparable to the matrix effects of human plasma, we calculated the ratio of the Internal Standard intensity of all tissue extracts (5-6 replicates per tissue and extraction condition) to the Internal Standard intensity of nine human reference plasma samples. Values larger than 1 indicate less ion suppression and values smaller than 1 indicate more ion suppression in tissue samples compared to human plasma. The figure presents the median, the 20% quantile, and the 80% quantile values for all metabolites measured by FIA-MS/MS (lipids, hexoses) (a), or LC-MS/MS (amino acids, biogenic amines) (b). Abbreviations for extraction solvents are as follows: MeOH, 100% methanol; PB, 10 mM phosphate buffer pH 7.5; EtOH/PB, 85/15 (v/v) mixture of ethanol and 10 mM phosphate buffer pH 7.5. Tissue to solvent ratios are denoted as 1:X, indicating 1 mg of tissue was homogenized with X µL solvent. Page S-8 Metabolomics (Salek et al. 2013) , the levels were defined as follows: Level 1 are metabolites, which were measured with LC-MS/MS (two orthogonal properties: retention time and MRM) and which had the same isotopically labeled metabolite as internal standard. Level 2 are metabolites, which were either measured with FIA-MS/MS and/or did not have an identical isotopically labeled internal standard. Chirality was not taken into account for classification. Table S-2 Tissue metabolite concentrations at optimal extraction conditions. The table lists the mean (± standard deviation) tissue metabolite concentrations in pmol/mg tissue for each murine tissue type measured at the optimal extraction condition (summarized in Table 2 of the manuscript). The values were rounded to the first decimal. Metabolite abbreviations are explained in Table S-1. Metabolite concentrations below the LOD or higher than the ULOQ are indicated by '<LOD' or '>ULOQ', respectively. Abbreviations for extraction solvents are as follows: MeOH, 100% methanol; EtOH/PB, 85/15 (v/v) mixture of ethanol and 10 mM phosphate buffer pH 7.5. Tissue to solvent ratios are denoted as 1:X, indicating 1 mg of tissue was homogenized with X µL solvent. 
